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identified as CD14 + and annexin V + events in a PE vs. FITC window. In selected experiments, in addition to CD14-PE and annexin V-APC, CFSE was used to identify closed vesicles as CD14 + and CFSE + events in PE vs. FITC windows.
Measurement of intracellular calcium concentration
The 
Assessment of MP-bound TF activity
TF activity was measured in MP generated in vitro from PBMC by a one-stage clotting time assay exactly as described [29] . Briefly, MP (100 µl) disrupted by 3 freeze-thaw cycles were mixed with an equal volume of MP-poor normal human plasma at 37°C; 25 mM CaCl 2 (100 mL) was added to the mixture and the time to clot formation in a 37°C water bath was recorded. The results were expressed in arbitrary units (AU) of procoagulant activity by comparison with a standard curve obtained using a human brain thromboplastin standard. This preparation was assigned a value of 1,000 AU for a clotting time of 30 s. An anti-human TF antibody (30 µg/mL) was used to confirm identity of the procoagulant activity with TF (data not shown).
Assessment of apoptosis
Apoptosis was measured using a commercially available kit as previously described [30] . Briefly, 10 x 10 6 cells/well were applied to six-well plates and treated as described above, cisplatin (30 μM) treatment was used as positive control. After drug treatment, the PBMC were resuspended in 500 μl of binding 
Data presentation and statistical analysis
Unless otherwise indicated, data are shown as mean + SEM from n (as stated in the relevant figure legend) independent consecutive experiments;
comparisons among groups were made by either ANOVA for repeated measures followed by Bonferroni's analysis or Student's paired two-tailed t-test, as appropriate, using Prism Software (GraphPad, San Diego, CA, USA). Values of p < .05 were considered statistically significant.
Results

Leptin induces MP generation by PBMC
To investigate whether leptin induces the release of MP, PBMC were stimulated with 3 different concentrations of leptin at different time points; the supernatants were collected, and MP were quantified as PS concentration. The initial concentrations of leptin were selected based on previously published work by different groups [7, 8, 31] . As shown in figure 1, leptin stimulates the generation of MP by PBMC in a dose dependent fashion. The effect was maximum at 4 hours and leveled off at later time points. 
Leptin induces the expression of MP-bound TF by PBMC
To evaluate whether leptin-induced MP express TF activity, a one-stage clotting test was used. As shown in figure 3 , leptin induces an increase in MPassociated procoagulant activity. A monoclonal antibody to TF (30 μg/mL)
inhibited most of the procoagulant activity (not shown), confirming the identity of this activity with TF. 
Leptin-induced MP generation is mediated by activation of extracellular signal regulated kinase (ERK) 1/2 but not by activation of c-Jun N-terminal kinase (JNK) and p38
To investigate the implication of various proteins that compose the leptin intracellular pathway, we focused on mitogen activated protein kinases (MAPK).
To this end, we used 3 different inhibitors of MAPK, an extracellular signal- 
Leptin induces the mobilization of intracellular calcium in PBMC
Leptin does not induce apoptosis is PBMC
Besides calcium mediated cell activation, apoptosis is a well known mechanism of MP generation [11] . We investigated if in our experimental condition leptin induced MP generation through this mechanism. Figure 6 shows that leptin did not induce apoptosis. 
Leptin-induced MP generation is mediated through phospholipase C (PLC) and calmodulin
Numerous biological actions of leptin are mediated through calcium mobilization Although linear membrane fragments can be generated upon cell manipulation and stimulation, we confirmed that the vast majority of PS generated in our experimental conditions was associated to microparticles. Proteins of the MAPK family are involved in both cell activation and apoptosis
[42] and act in the intracellular leptin pathway [43] . We therefore investigated the role of the members of the MAPK family, ERK1/2, JNK and p38, on leptininduced MP release by PBMC. We found that only an ERK1/2 inhibitor, PD98059, decreases MP generation. This observation led us to conclude that leptin-induced MP generation is mediated by the activation of ERK1/2. This conclusion is consistent with the previous observation that ERK1/2 is phosphorylated by leptin stimulation in human PBMC [44] .
The relatively short time-frame of MP generation upon stimulation with leptin, as well as the observation that this phenomenon is not affected by inhibition of JNK and p38, members of the MAPK family mostly involved in apoptotic phenomena [45] , suggests cell activation, rather than apoptosis, as the relevant mechanism.
A critical step in the process that leads to cell activation, and eventually to MP 
